nm) under all of these staining conditions ( Figure  2A ,B,D), and that autonadiographic processing did not greatly alter the absorption curve of the lightly stained cells ( Figure  2C ). The coefficients of variation for the lightly stained Gi/GO cells measured near the absorption maximum ( Figure  2B ,C,D) were considerably lower than those for cells stained under standard conditions ( Figure  2A ).
Measurements made on the standard stained cells at longer off-peak wavelengths showed decreased variability in Gl/GO nuclear absorbance ( Figure  2A ). We also found that very small is obtained ( Figure  1B ). Application of this method to standard-stained thymocytes gave coefficients of variation of Gi/GO DNA content of less than 3% (Table  1 ). Figure  3A shows the effect of the off-peak wavelength When cells with point absorbances between the 0.15 to 0.70 range were measured oven the 560 to 625 nm wavelength range ( Figure  3B) , the average of the G IIGO cellular DNA content, for all measured groups, was 7.04 pg ± 2.96%. (17) ( Figure  4A ). The enythrocyte transform did not lower the coefficients of variation of the nuclear absorbances for the heavily stained Gi/GO and M cells. In Figure  4B, The erythnocyte transform of these data for the lightly stained cells ( Figure  4C) Figure  2A ). We observed less improvement with off-peak measurements of the same cells at shorter wavelengths, with coefficients of 5% at 520, 500, and 480 nm ( Figure  2A ). This may be due to the spectral sensitivity of the microdensitometen employed (19) on the increased light scatten that occurs at the shorten wavelengths (27).
Use of the Erythrocyte
A single off-peak wavelength (490 nm) had been employed previously for absorption cytophotometry (16) . However, since the stain intensity varies considerably on different slides, even under standardized conditions (22), the use of only one off-peak wavelength for measurement of all slides is not optimal. The slope of the absorption curve is quite steep in the off-peak ranges ( Figure  2 ). Therefore, a given wavelength might place many cells on a lightly stained slide into a low point-absorbance range (<0. 1 5) or it may not be far enough 1 ). For measurement oftissue culture cells containing many lightly staining cells, however, we found that selection of a measuring wavelength giving point-absorbance values greaten than 0. 1 5 for the most lightly stained cells led to optimal precision of cytophotometnic values.
The off-peak measurement method has the advantage of allowing an easy correction for cells with low point-absorbance values (<0. 15). For such cells, the off-peak wavelength can be changed so that an absorbance value above 0. 1 5 is obtained. The cellular DNA value can then be calculated by means of the erythrocyte transform, with a constant of 2.6 ( Figure  3B ). (10, 12, 13, 15, (17) (18) (19) 22, 27, 29) with the appropriate selection of stain intensity will lead to further refinement of absorption cytophotometnic values.
